was plated onto PARP. The other leaf disc was macerated in a sodium azide-free DAS-ELISA extraction buffer for 3-min at 30 MHz using a Reisch Mixer Mill 300 (Retsch, Inc., Newtown, PA). DAS-ELISA was performed on 100 ml of the plant-buffer mixture according to the manufacturer's directions (PathoScreen kit for Phytophthora, Agdia Inc., Elkhart, IN). DNA was extracted from the remaining plant-buffer mixture using spin column chromatography (DNeasy Plant Mini Kit, Qiagen Inc., Valencia, CA). Extracted DNA was then diluted 1:10 and amplified by nested PCR as directed in the USDA-validated protocol (4).
The DAS-ELISA detected a Phytophthora on 21 of the 24 leaves (Table 1) . Results from both species-specific tests indicated that P. ramorum was detected on 22 of the 24 leaves. Of those 22 positive detections, 13 were detected by both culture plating and nested PCR, five by nested PCR alone, and four by culture plating alone. Of the five leaves tested positive by nested PCR alone, two were negative by both DAS-ELISA and culture plating. One sample was Phytophthora-free by all three methods. Boursault) located within an infected block in a Washington Co., Oregon nursery. Five leaves were collected per plant. The leaves were placed in sealed plastic bags and shipped in a cooler to the ODA Plant Health Laboratory for testing as described above. The DAS-ELISA detected Phytophthora from all eight of the plants; P. ramorum was detected on four of the plants. Of the four P. ramorum-positive plants, two were positive by both nested PCR and culture plating, one by nested PCR alone, and one by culture plating alone. All together, 81.2% of the samples tested were positive for P. ramorum while 18.8% were negative using the validated testing protocols (Fig. 2) . Of the positive samples, 57.7% were positive by both species-specific methods (culture plating and nested PCR) while 42.3% were confirmed by only one of the two methods.
Although a limited study, our results suggest that further research is needed to improve the level of detection provided particularly by the species-specific diagnostic protocols. At present, the federal order requires all DAS-ELISApositive samples be tested by nested PCR as the final confirmatory test. Culture plating is suggested for those samples, but is not required. In our study, several samples that were P. ramorum-positive by culture plating alone were negative by nested PCR and several samples that were P. ramorum-positive by nested PCR were negative by culture (Table 1, Fig. 2 ). Further investigations showed the DNA was amplifiable from the culture-positive samples (data not shown), but the P. ramorum was not detected by nested PCR. Although the 6-mm disks of infected plant tissue were collected side by side from the same lesion on each leaf tested, this may have accounted for the differing results using the two species-specific diagnostic methods. Thus, neither species-specific diagnostic protocol provided perfect accuracy in detecting P. ramorum. Because the DAS-ELISA will detect any Phytophthora in the plant tissue, it is critically important that the species-specific diagnostic protocol reliably detect P. ramorum amongst other Phytophthora species that may be present in the infected plants. Until official validation of an improved species-specific diagnostic protocol, our results suggest that all DAS-ELISA-positive samples should be further tested by both culture plating and nested PCR. Combined results for the plant samples collected and tested for Phytophthora ramorum using the speciesspecific USDA-validated diagnostic protocols nested PCR (PCR) and culture plating (culture).
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